1. Introduction {#sec1-plants-08-00097}
===============

Fresh fruits and vegetables encounter disease between harvest and consumption, resulting in significant food waste and economic losses. According to the Food and Agriculture Organization \[[@B1-plants-08-00097]\] about 45% of harvested fruits, vegetables, roots, and tubers are lost. Most of this loss occurs during storage due to pest and pathogen infestation (bacteria, fungi, and insects), unfavorable environmental conditions (rain, humidity, frost, and heat), water loss, saccharification, and sprouting \[[@B2-plants-08-00097],[@B3-plants-08-00097]\]. Traditionally, chemical fungicides and/or food preservatives are used to control postharvest decay. However, exposure to these chemicals is, in many cases, hazardous to humans, animals, and the environment \[[@B4-plants-08-00097]\]. Due to the toxicological risk of residual chemicals in food products, their application in the postharvest period has been limited to a few registered chemicals and is completely prohibited in some European countries \[[@B5-plants-08-00097]\]. The increasing relevance of food and environmental problems, as well as growing demand for energy conservation through natural "green" technologies and organic products, would make it highly desirable to have an approach to the reduction of postharvest food losses that is novel, efficient, environmentally friendly, and bio-safe. Biological products based on beneficial strains, such as plant growth-promoting bacteria (PGPB), could be considered as a research-led alternative to synthetic fungicides and/or food preservatives in the control of postharvest diseases. These products establish various physiological changes in host plant metabolism, leading to systemic resistance and prolonged shelf-life without causing adverse effects on plants, humans, or the environment \[[@B6-plants-08-00097],[@B7-plants-08-00097],[@B8-plants-08-00097]\].

PGPB are a group of non-pathogenic beneficial bacteria that can directly and/or indirectly promote plant growth, disease resistance, and abiotic stress tolerance. They may live autonomously in the soil or colonize the rhizosphere, phyllosphere (epiphytes), and plants' interior tissues (endophytes) \[[@B6-plants-08-00097],[@B9-plants-08-00097],[@B10-plants-08-00097],[@B11-plants-08-00097],[@B12-plants-08-00097]\]. A particularly interesting PGPB, belonging to the genus *Bacillus* spp. viz. *B. subtilis*, is one of the most attractive agents for the development of natural plant protection products, as recommended by United States Food and Drug Administration. *Bacillus* spp. are generally recognized as safe microorganisms for application in the food industry. *Bacillus* spp. occupy the same niche as many pathogens and have the capacity to produce a wide range of bio-active substances with antibiotic activity. These substances induce various physiological features in host plant metabolism without causing adverse effects on the environment and human health \[[@B8-plants-08-00097],[@B13-plants-08-00097]\]. Furthermore, *Bacillus* spp. (i.e., *B. subtilis*), produce endospores resistant to dynamic physical and chemical treatments, such as heat, desiccation, organic solvents, and UV irradiation, which therefore maintain their ability to trigger defense responses in host plants, even under unfavorable conditions \[[@B14-plants-08-00097],[@B15-plants-08-00097],[@B16-plants-08-00097]\]. This makes it capable of easy-formulation and storage of *Bacillus*-based biological products and serves as a potent bio-active component against pathogens \[[@B17-plants-08-00097],[@B18-plants-08-00097],[@B19-plants-08-00097],[@B20-plants-08-00097],[@B21-plants-08-00097]\]. Nowadays, the protective effect of *Bacillus* strains on various plant species against a wide range of biotic (pathogens, pests) \[[@B22-plants-08-00097],[@B23-plants-08-00097],[@B24-plants-08-00097],[@B25-plants-08-00097],[@B26-plants-08-00097],[@B27-plants-08-00097]\] and abiotic (drought, salinity, extreme temperatures, toxic metals, etc.) stresses \[[@B6-plants-08-00097],[@B11-plants-08-00097],[@B12-plants-08-00097],[@B23-plants-08-00097],[@B28-plants-08-00097],[@B29-plants-08-00097],[@B30-plants-08-00097]\] is well documented in the literature. The beneficial effects of *Bacillus* can be attributed to the synthesis of a wide range of biologically active compounds including antibiotics, siderophores, lipopeptides (LPs), enzymes, 1-aminocyclopropane-1-carboxylate (ACC) deaminase, and exopolysaccharides. Furthermore, *Bacillus* spp. are known to affect regulation of phytohormone biosynthesis pathways, modulate ethylene levels in plants, and influence the emission of volatile organic compounds (VOCs) and the launch of host plants' systemic resistance/tolerance \[[@B7-plants-08-00097],[@B9-plants-08-00097],[@B11-plants-08-00097],[@B14-plants-08-00097],[@B24-plants-08-00097],[@B27-plants-08-00097],[@B31-plants-08-00097],[@B32-plants-08-00097],[@B33-plants-08-00097]\].

The use of *Bacillus* spp., including *B. subtilis*, for biocontrol of various postharvest diseases, in a wide range of fresh-cut fruit/vegetables during handling, transportation, and storage, has been frequently reported \[[@B7-plants-08-00097],[@B33-plants-08-00097],[@B34-plants-08-00097],[@B35-plants-08-00097]\]. For example, the ability of *B. subtilis* to suppress the development of postharvest pathogens causing grey mold (*Botrytis cinerea* and *B. mali*) has been demonstrated in strawberry, pear, apple, and tomato \[[@B36-plants-08-00097],[@B37-plants-08-00097],[@B38-plants-08-00097],[@B39-plants-08-00097],[@B40-plants-08-00097],[@B41-plants-08-00097],[@B42-plants-08-00097]\]. More in-depth studies suggest that microbial antagonists from the *Bacillus* genus possess substantial potential to increase vegetables/fruit sets, quality, postharvest disease resistance, and tolerance under temperature fluctuations, mechanical injury associated with loading of product for transportation, unloading, packaging, and storage \[[@B33-plants-08-00097],[@B43-plants-08-00097]\]. However, despite the well-studied role for *Bacillus* spp. in plant growth, development, and health under both normal and stressed conditions, their role in controlling postharvest disease, and the underlying mechanisms regulating fruits/vegetables storage quality remain largely unknown.

2. *Bacillus* spp. Capacity to Alleviate Postharvest Losses of Fruits and Vegetables {#sec2-plants-08-00097}
====================================================================================

Although the first reported microbial antagonist application was of *Trichoderma* spp. for the control of rot (*Botrytis*) in strawberry \[[@B44-plants-08-00097]\], the first classical operation belongs to the control of brown rot (*Lasiodiplodia theobromae*) in stone fruits by *B. subtilis* \[[@B45-plants-08-00097]\]. Later, new information about the positive effect of antagonistic microorganisms, including *Bacillus* spp., on postharvest physiology of various fruit/vegetables began to emerge, establishing them as enhancers of fresh fruit/vegetable resistance against a broad spectrum of postharvest diseases and unfavorable storage conditions associated with extending shelf life and maintaining nutritional qualities \[[@B33-plants-08-00097]\] ([Table 1](#plants-08-00097-t001){ref-type="table"}). For example, postharvest disease development of melon (*Cucumis melo* L.) fruit caused by *Alternaria alternata* was suppressed up to 77.2% when treated by *B. subtilis* EXWB1 prior to storage. In the presence of EXWB1 strain, *A. alternata* hyphae growth was hampered on melon fruit surfaces as well as wounded tissues. It was suggested that such a positive effect of *B. subtilis* EXWB1 on postharvest physiology of melon is connected to the ability of the EXWB1 strain to diminish the production of ethylene up to 72.3% and decrease the respiration rate of infected and non-infected melons by 26.1% and 71.9%, respectively \[[@B34-plants-08-00097]\]. A possible scenario for delayed senescence and rot development in melon fruit is suppressed ethylene biosynthesis caused by *B. subtilis* EXWB1. Likewise, it was revealed that treatment of fruit with EXWB1 contributes to maintenance of turgor pressure, titratable acidity in value close to the fresh fruit, increase of total sugar content up to 36.7%, and reduction of weight loss during storage \[[@B34-plants-08-00097]\]. In another study of different bacterial isolates (*B. subtilis*, *B. pumilus*, *B. cereus*, *B. megaterium*, and *Agrobacterium radiobacter*), treatment by strains of *B. subtilis* and *A. radiobacter* were most effective in controlling postharvest citrus fruit disease induced by *Penicillium digitatum* \[[@B46-plants-08-00097]\]. It has been consistently demonstrated that *B. pumilus* and *B. amyloliquefaciens* effectively suppress the development of grey mold disease of pears and tomatoes caused by *Botrytis cinerea* \[[@B38-plants-08-00097]\]. *Bacillus* strains (*B. pumilus* B19, *B. subtilis* 1J, *B. crerus* B16, *B. subtilis* B11, and *B. cereus* B17) controlled grey mold of apple caused by *Botrytis mali* \[[@B41-plants-08-00097]\], in which the inhibitory effect varied from 13.6 to 74% in the dual culture samples; 12.3 to 87% in the cell-free metabolite tests; and 11 to 53% in the volatile experiment \[[@B47-plants-08-00097]\]. Moreover, the efficacy of *B. subtilis* AG1 against vine wood fungal pathogens of *Phaeoacremonium aleophilum*, *Phaeomoniella chlamydospora*, *Verticillium dahliae*, and *Botryosphaeria rhodina* has also been demonstrated \[[@B48-plants-08-00097]\]. The effectiveness of *B. subtilis* producing antibiotics and VOCs in suppressing the development of postharvest pathogens such as *Rhizopus stolonifer* (soft rot), *Botrytis cinerea* (gray mold), and *Colletotrichum* spp. in strawberry (*Fragaria* x *ananassa*) berries has been revealed \[[@B49-plants-08-00097]\]. *B. subtilis* SK1-2 strain, exhibiting high antagonistic activity against *Botryosphaeria dothidea*, *Diaporthe actinidiae*, and *Botrytis cinerea* in in vitro culture, has been introduced as an effective antagonist for the bio-control of postharvest rot in kiwifruit \[[@B35-plants-08-00097]\]. The strain *B. subtilis* 9407 also exhibits strong antifungal activity against *Botryosphaeria dothidea* and significantly reduces the development of ring rot of apple fruit \[[@B50-plants-08-00097]\]. Significant suppression by *B. subtilis* of postharvest fungal rot caused by *Aspergillus niger*, *Botryodiploidia theobromae*, and *Penicillium oxalicum* has been reported in *Dioscorea* fruit \[[@B51-plants-08-00097]\]. The application of *B. subtilis* strain GA1 led to a reduced level of postharvest infection in apple caused by *Botrytis cinerea* during the first 5 d following pathogen inoculation and, notably, \~80% protection over the next 10 d \[[@B39-plants-08-00097]\]. Inhibitory effect of *B. subtilis* treatment on both fading of the litchi fruit during storage (30 d at 5 °C), and maintenance of proper quality (total dissolved solids, ascorbic acid contents, and titratable acidity) has been revealed. Interestingly, in all treatments by *B. subtilis* bacterial cells no change in fruit taste has been reported \[[@B33-plants-08-00097]\]. Peaches pre-treated with *B. subtilis* CF-3 strain retained 65% of fruit quality after storage for 36 d at 10 °C, which was more than 30% higher in comparison to quality of non-treated controls \[[@B16-plants-08-00097]\]. Singh and Deverall (1984) reported that bacterial antagonist *B. subtilis* alleviated citrus fruit decay caused by *Penicillium digitatum* and *P. italicum*. It has been shown that *B. subtilis* H110 significantly reduced blue mold disease caused by *P. expansum* and black spot disease caused by *Alternaria alternata* on harvested apple pears (*Pyrus bretschneideri* Rehd.). It was suggested that mechanism by which *B. subtilis* H110 inhibits pathogens might be related to its ability to produce antagonistic protein and natural competition for nutrients and space \[[@B51-plants-08-00097]\]. An effective role for *B. subtilis* in the control of fungal rot in citrus \[[@B37-plants-08-00097]\] and *Monilinia fructicola* infection in peaches and cherries has also been shown \[[@B45-plants-08-00097],[@B52-plants-08-00097]\]. Processing of harvested apples with suspensions of *B. subtilis* strains APEC170 and *Paenibacillus (Bacillus) polymyxa* APEC136 reduced the symptoms of anthracnose of fruits caused by the fungal pathogens of *Colletotrichum gloeosporioides* and *C. acutatum*, as well as white rot caused by *Botryosphaeria dothidea* \[[@B36-plants-08-00097]\]. *B. subtilis* SM21 effectively controlled rot caused by *Rhizopus stolonifer* and other pathogens including *Monilinia fructicola*, *Cephalothecium*, *Rhizoctonia*, and *Alternaria* in harvested peach fruit \[[@B53-plants-08-00097]\]. Co-application of *B. subtilis* and commercial wax Tag, enriched with different concentrations, significantly reduced the development of anthracnose, the avocado fruit rot complex (*Dothiorella*/*Colletotrichum*) during storage time \[[@B54-plants-08-00097]\]. A similar result has been obtained by immersion of fruit in water containing bacterial cells. Research on the effect of *B. subtilis* Ch-13 on induction of defense responses in potatoes against pathogens during both growing season and cold storage have indicated reduced colonization of bacterial antagonists on potato tuber surface during the storage period \[[@B55-plants-08-00097]\]. Application of microbial preparations for intensifying the adaptive immune response of potato tubers during cold storage is an effective approach that more than doubles the defense response in tubers. In fact, in comparison with control, *B. subtilis*-based microbial preparation increased the activity of peroxidase enzymes in potato tubers, formation of phytoalexin and ascorbic acid content by 2.4, 3.1, and 1.3 times, respectively. Treatment of banana fruit (*Musa* sp.) with the composition of bacterial strains (*Pseudomonas fluorescens* Pf1, *Bacillus* sp. EPB10, and *Bacillus* sp. EPB56) reduced the development of *Fusarium oxysporum* \[[@B56-plants-08-00097]\].

Of particular interest for bio-control of postharvest diseases are endophytic strains of *Bacillus* spp. due to their ability to colonize internal plant tissues and live in the same ecological niches as pathogens. This capacity allows them to survive independently from external environmental factors while conferring economically "useful" properties in host plants \[[@B32-plants-08-00097],[@B57-plants-08-00097],[@B58-plants-08-00097]\]. For example, the introduction of endophytic bacteria (*B. subtilis* 26D) into host plant tissues, before planting or during the vegetative phase, promoted plant (potato) growth, and protected plants from certain defects. These effects were maintained for a prolonged period leading to the better preservation of vegetables during storage \[[@B59-plants-08-00097]\]. In another study, endophytic *B. subtilis* 10-4, applied alone or in combination with natural safe signaling molecules, such as salicylic acid (SA), promoted anti-stress activity in plants \[[@B60-plants-08-00097],[@B61-plants-08-00097]\]. Harvested tubers treated with *B. subtilis* 10-4 and SA were less infected by the pathogenic micromycetes *Aspergillus*, *Pennicillium*, and *Alternaria* with fully faded *Cladosporium*, *Fusarium*, and *Mucor* when compared to non-treated controls. Additionally, tubers treated with both *B. subtilis* 10-4 and *B. subtilis* 10-4 with SA retained antifungal activity even after a 30 d storage period compare to the non-treated controls, indicating the prolonged protective effect caused by *B. subtilis* treatment \[[@B60-plants-08-00097]\]. Interestingly, co-application of endophytic *B. subtilis* together with SA is more effective in bio-controlling potato diseases during storage than *B. subtilis* alone \[[@B59-plants-08-00097],[@B60-plants-08-00097]\]. Perhaps this effect is due to the fact that SA induces plant disease resistance \[[@B61-plants-08-00097],[@B62-plants-08-00097],[@B63-plants-08-00097]\]. SA can be used as both preharvest and postharvest control strategies, giving it high commercial potential for enhancing nutritional quality and extending the shelf-life of fruit/vegetables. SA reduces chilling injury and decay, delays ripening, and enhances the health benefits of fresh fruit/vegetable consumption by enhancing disease resistance and antioxidant capacity \[[@B61-plants-08-00097]\]. Thus, the application of bacterial antagonists, in particular endophytic strains, either alone or in combination with other natural regulators, up-regulates the defense response in plant tissues of harvested fruits/vegetables during their time in storage. This opens a new insight into the development of effective bio-active components to extend crop longevity while maintaining quality and nutrition. However, the lack of knowledge about underlying mechanisms of the interactions within systems *Bacillus* spp.--host plant--pathogen is one of the main barriers to the commercial development of preparations based on antagonistic bacteria and their compositions.

3. Potential Modes of Action of Microbial Antagonists {#sec3-plants-08-00097}
=====================================================

Unraveling the mechanism/s of action of microbial antagonists including *Bacillus* spp. will play a pivotal role in determining the most effective application that maximally inhibits pathogen growth and function on a harvested host plant \[[@B71-plants-08-00097]\]. Although the mechanisms by which *Bacillus* spp. suppresses postharvest pathogens are not yet fully understood, multiple mechanisms have been suggested including: (1) competition with pathogenic microflora for nutrients and suitable niches for colonization \[[@B23-plants-08-00097],[@B33-plants-08-00097],[@B64-plants-08-00097],[@B72-plants-08-00097]\]; (2) production of various metabolites with antibiotic activity---antibiotics, biosurfactants, siderophores, hydrogen cyanide, etc. \[[@B49-plants-08-00097],[@B73-plants-08-00097],[@B74-plants-08-00097],[@B75-plants-08-00097],[@B76-plants-08-00097]\]; (3) synthesis of hydrolytic enzymes, such as chitinases, glucanases, proteases, and lipases, which can destroy pathogenic fungal cells and a number of pathogen effector compounds \[[@B53-plants-08-00097],[@B77-plants-08-00097],[@B78-plants-08-00097]\]; and (4) elicitor activity and the induction of systemic (whole host plant) resistance (ISR and SAR) \[[@B9-plants-08-00097],[@B77-plants-08-00097],[@B79-plants-08-00097],[@B80-plants-08-00097]\] ([Figure 1](#plants-08-00097-f001){ref-type="fig"}). The metabolism of these components are mainly regulated by host-generated hormones such as SA, ABA, JA, and ethylene, and occur due to the bacterial determinants (MAMPs, from microbe-association molecular patterns), including flagellins, lipopolysaccharides, siderophores, antibiotics, biosurfactants, and VOCs \[[@B49-plants-08-00097],[@B57-plants-08-00097],[@B75-plants-08-00097],[@B79-plants-08-00097],[@B81-plants-08-00097]\].

3.1. Competition for Space and Nutrients {#sec3dot1-plants-08-00097}
----------------------------------------

Inhibition of rapid wound site colonization in fruits/vegetables triggered by antagonistic microorganisms is a crucial step in controlling postharvest decay ([Figure 1](#plants-08-00097-f001){ref-type="fig"}). The effectiveness of antagonists mainly depends on their ability to outperform pathogens based on their capacity for rapid growth and survival under unfavorable conditions, and is strongly dependent on their initial concentration when applied on the wound site \[[@B71-plants-08-00097]\]. In most harvested fruits and vegetables the bio-control activity of bacterial strains is elevated by increasing their concentration as well as the reduced level of pathogens. The most effective concentration in controlling postharvest fruit/vegetable diseases is generally considered to be 10^7^--10^8^ CFU/mL \[[@B74-plants-08-00097]\]. As similar ecological niches exist in both endophytic and phytopathogenic microorganisms, endophytes are considered as prime candidates for bio control of phytopathogens. Due to the stable pH, proper humidity, sufficient nutrient flow, and lack of competition in the endosphere, endophytes have a significant advantage over epiphytic organisms available in the rhizosphere and phyllosphere \[[@B32-plants-08-00097],[@B57-plants-08-00097],[@B58-plants-08-00097]\].

Another significant contribution in bio-control of pathogens is competition for nutrients. In vitro studies demonstrated that bacterial inoculants take up nutrients faster than pathogens; this can lead to the inhibition of germination of pathogen spores at the wound site \[[@B82-plants-08-00097],[@B83-plants-08-00097]\]. A fundamental strategy for nutrient competition is the attachment of microbial antagonists to the hyphae of a pathogen due to the fact that the antagonists feed on nutrients faster than the target pathogen, thus hampering spore germination and pathogen growth \[[@B82-plants-08-00097],[@B84-plants-08-00097]\]. Nevertheless, in certain cases such as *Aureobasidium pullulans* against *Botrytis cinerea*, *Rhizopus stolonifer*, *Penicillium expansum*, and *Aspergillus niger*, which infect table grapes and *P. expansum* and *B. cinerea* on apple fruit, direct physical interaction is not required for the antagonistic activity \[[@B85-plants-08-00097]\]. In such circumstances antagonism does not occur via direct attachment of antagonistic microorganism to pathogen hyphae. Rather, it is highly likely that other alternative mechanisms, such as the production of a wide range of biologically active molecules, such as antibiotics, biosurfactants, siderophores, hydrogen cyanide, and hydrolases increase their advantage against pathogens as they compete for a suitable niche for colonization \[[@B76-plants-08-00097],[@B85-plants-08-00097],[@B86-plants-08-00097]\].

3.2. Production of Antimicrobial Compounds {#sec3dot2-plants-08-00097}
------------------------------------------

Antibiotics are a heterogeneous group of low molecular weight organic compounds produced by bacteria, which suppress or diminish the growth and development of phytopathogenic microorganisms \[[@B13-plants-08-00097],[@B14-plants-08-00097],[@B87-plants-08-00097]\]. Antibiotics can cause disruption in a microorganism's cell wall structure or membrane function, disrupt protein synthesis, and inhibit respiratory enzyme function \[[@B88-plants-08-00097]\]. Thus, most *Bacillus* antibiotics are active against both gram-positive and gram-negative bacteria, as well as phytopathogenic fungi such as *Aspergillus flavus*, *Alternaria solani*, *Fusarium oxysporum*, *Botryosphaeria ribis*, *Helminthosporium maydis*, *Phomopsis gossypii*, and *Colletotrichum gloeosporioides* \[[@B89-plants-08-00097]\]. *Bacillus* antibiotic substances break growing hyphae tips of *Sclerotinia sclerotorum* (the stimulant of sunflower white rot), *A. alternata*, *Drechlera oryrae* as soil fungi, and *F. roseum*, as well as *Puccinia graminis* (the inducer of cereals rust) \[[@B89-plants-08-00097]\]. It has been found that *B. subtilis* has broad suppressive properties against more than 23 types of plant pathogens in vitro due to its ability to produce a broad range of antibiotics with a wide variety of structures and activities \[[@B87-plants-08-00097]\]. Some *Bacillus* species may dedicate up to 8% of their genetic potential to the synthesis of a wide range of antimicrobial compounds, among which non-ribosomally synthesized LPs, lytic enzymes, and lantibiotics are suggested to be crucial for pathogen suppression \[[@B75-plants-08-00097],[@B79-plants-08-00097],[@B90-plants-08-00097],[@B91-plants-08-00097],[@B92-plants-08-00097]\]. According to Stein \[[@B87-plants-08-00097]\] in *B. subtilis* and *B. amyloliquefaciens*, \~5% and \~8% of the genomes are involved in the biosynthesis of wide range of antimicrobial compounds, respectively. In another study Ahmad and colleagues \[[@B93-plants-08-00097]\] reported that among 114 antagonistic genes, which are differentially expressed by *B. subtilis* (strain 330-2), about 10% were involved in antibiotic biosynthesis.

LPs synthesized by *Bacillus* spp. play pivotal roles in suppressing disease, giving them substantial status in the agriculture and biotechnology industries \[[@B49-plants-08-00097],[@B94-plants-08-00097],[@B95-plants-08-00097],[@B96-plants-08-00097],[@B97-plants-08-00097]\]. The molecules of the known LPs contain 4 to 16 amino acid residues; peptide chains are linear, cyclic, or mixed. Amino acid residues have an L- or D-configuration \[[@B98-plants-08-00097]\]. Depending on the amino acid sequence and the branches of fatty acids, microbial LPs can be divided into three main families: 1) surfactins; 2) iturins (iturin A, mycosubtilin, bacillomycin); and 3) fengycins (including pliapastatin) \[[@B15-plants-08-00097],[@B99-plants-08-00097]\], which are well-studied *Bacillus* spp. cyclic LPs (CLPs) \[[@B15-plants-08-00097],[@B39-plants-08-00097],[@B93-plants-08-00097],[@B98-plants-08-00097],[@B100-plants-08-00097],[@B101-plants-08-00097]\]. The lipopeptide polymyxin A from *Paenibacillus polymyxa* was discovered in 1949 and categorized in the first group \[[@B102-plants-08-00097]\]. In the same year Jones described the *B. subtilis* (strain IAM1213) as the most effective producer of LPs \[[@B76-plants-08-00097],[@B102-plants-08-00097]\]. Since then many researchers have started detailed investigations about LPs, to distinguish them from other strains of the genus *Bacillus*, as well as actinomycetes and fungi. It was discovered that CLPs have a certain antibiotic selectivity. Therefore, if surfactin is mainly characterized by its antibacterial and antiviral properties, iturin and fungicin could be considered antifungal components \[[@B103-plants-08-00097],[@B104-plants-08-00097]\]. The majority of *B. subtilis* strains originating from private or public collections have been categorized as surfactin-producers \[[@B105-plants-08-00097]\]. Researchers report the inhibitory function of *Fusarium oxysporum* fungus development by *B. subtilis* GM5 due to the presence of surfactin and fengycin at spore germination, sprouting tube formation, and hyphae branching phases \[[@B86-plants-08-00097]\]. Different studies associate an increase in antifungal activity with synergistic effects of fengycin and mycosubtilin \[[@B106-plants-08-00097]\]. The antibiotic capacity of LPs is associated with their ability to form micelles in the aqueous media and the membranotropic properties of these amphiphilic molecules, which disrupt the normal functioning of membranes due to their integration into the lipid bilayer and formation in pore membranes \[[@B103-plants-08-00097],[@B107-plants-08-00097]\]. However, other evidence indicates that these molecules also activate the expression of some protective genes at very low concentrations. Thus, fungicins in plant cell culture potentially induce the components of the phenylpropanoid pathway \[[@B108-plants-08-00097]\], while surfactins induce active generation of hydrogen peroxide \[[@B24-plants-08-00097]\] and a number of components of the oxylipin signaling defense system against pathogens \[[@B75-plants-08-00097],[@B109-plants-08-00097]\]. Diverse studies have reported the importance of these main antibiotics as functional components against a wide range of pathogenic microorganisms, including bacteria, fungi, and oomycetes \[[@B15-plants-08-00097],[@B96-plants-08-00097],[@B110-plants-08-00097]\]. Recent studies confirm that *B. subtilis* ABS-S14, effective in bio-control of *Penicillium digitatum*-caused green mold in mandarin, produces all three CLPs. Research by Waewethongrak and co-workers \[[@B111-plants-08-00097]\] on the effectiveness of partially purified compounds revealed that iturin A and fengycin inhibited the growth of *P. digitatum*, while surfactins did not exhibit a direct effect. *B. subtilis* FZB24 producing iturin-like LPs were efficacious against various phytopathogenic fungi \[[@B112-plants-08-00097]\]. Previous studies have revealed that *B. subtilis*, *B. atrophaeus*, and *B. amyloliquefaciens* producing iturin, fengycin, and surfactin possess high potential in the biotechnological industries due to their dynamic feature \[[@B95-plants-08-00097],[@B113-plants-08-00097],[@B114-plants-08-00097],[@B115-plants-08-00097]\]. In addition, *Colletotrichum acutatum*-induced anthracnose symptoms in tamarillo fruits were completely inhibited by iturin A and fengycin C, and reduced by 76% when treated with *B. subtilis* EA-CB0015 \[[@B7-plants-08-00097]\]. Likewise, *B. subtilis* inhibits the development of peach brown rot by producing iturin \[[@B116-plants-08-00097]\]. Nevertheless, the contrast between *B. subtilis* strains was also observed in both individual activity and in the spectrum of LP level. Iturin, surfactin, and related compounds have been well known as the main components of the *B. subtilis* lipopeptide complex, whereas *P. chimensis* contains numerous homologs of bacillomycin and fenghin/plipastatin \[[@B114-plants-08-00097]\]. Fan et al. \[[@B49-plants-08-00097]\] suggested that gene *ppsB* is responsible for biosynthesis of fengycin, which represents the major antifungal compound produced by *B. subtilis* 9407 against *Botryosphaeria dothidea*. Biocontrol assays showed up to 50% reduction in *ppsB* gene expression compared with the wild-type strain, indicating the major role of fengycin in controlling apple ring rot disease caused by *B. dothidea* \[[@B49-plants-08-00097]\]. In addition, other antimicrobial peptide compounds such as bacilysin and subtilin, produced by *Bacillus* spp., *B. amyloliquefaciens*, and *B. subtilis* in particular, are also very efficient in obstructing different pathogens causing plant diseases \[[@B90-plants-08-00097],[@B117-plants-08-00097],[@B118-plants-08-00097],[@B119-plants-08-00097],[@B120-plants-08-00097],[@B121-plants-08-00097]\].

Microbial antibiotics produced by *Bacillus* spp. may vary according to the species and strain \[[@B15-plants-08-00097]\]. It has been suggested that the combined biosynthesis of fengycin, bacillomycin, and iturin A by *B. subtilis* is related to the control of *Podosphaera fusca* in cucurbits \[[@B101-plants-08-00097]\]; iturin, bacilysin, and mersacidin produced by *B. subtilis* strain ME488 suppress the *Phytophthora blight* in pepper and *Fusarium wilt* in cucumber \[[@B122-plants-08-00097]\]. Mora et al. \[[@B97-plants-08-00097]\] investigated the presence of the antimicrobial peptide expressed by biosynthetic genes including *srfAA* (surfactin), *bacA* (bacylisin), *fenD* (fengycin), *ituC* (iturin), *spaS* (subtilin), and *bmyB* (bacyllomicin) in 184 isolates of *Bacillus* spp. obtained from plant environments (aerial, rhizosphere, and soil). According to different studies the ability of *Bacillus* spp. to suppress pathogens is associated with expression of the *bmyB*, *fenD*, *ituC*, *srfAA*, and *srfAB* genes \[[@B39-plants-08-00097],[@B101-plants-08-00097],[@B123-plants-08-00097],[@B124-plants-08-00097]\]. Therefore *srfAA*, *bmyB*, *fenD*, and *bacA* have been introduced as the most frequent antimicrobial peptide gene markers \[[@B97-plants-08-00097]\].

Most *Bacillus* strains can produce varying amounts and types of LPs in response to the pathogens they encounter. \[[@B75-plants-08-00097]\]. For instance, *B. amyloliquefaciens* significantly increased iturin and fengycin biosynthesis in the presence of such pathogens as *Pythium aphanidermatum* and *F. oxysporum* \[[@B75-plants-08-00097]\]. The production of iturin and fengycin involved in the suppression of *Podosphaera fusca* by *B. subtilis* strains UMAF6614, UMAF6616, UMAF6639, and UMAF8561 and was demonstrated for cucurbits \[[@B101-plants-08-00097]\]. Toure et al. \[[@B39-plants-08-00097]\] reported that the strong protective effect of *B. subtilis* (strain GA1) on harvested apple fruit against grey mold caused by *B. cinerea* correlates with production of fengycins in infected apples. It was demonstrated that antibiotics gramicidin S and polymyxin B produced by *Brevibacillus brevis* and *Paenibacillus polymyxa*, respectively, controlled *Botrytis cinerea* (gray mold) of strawberry in both in vitro and in vivo \[[@B125-plants-08-00097]\]. *B. subtilis* (strain fmbJ) inhibited *Aspergillus flavus* development in corn by producing antibiotics like bacillomycin D with identical amino acid sequences (Asn--Tyr--Asn--Pro--Glu--Ser--Thr) \[[@B126-plants-08-00097]\]. Bull et al. \[[@B127-plants-08-00097]\] demonstrated that *Pseudomonas syringae* (strains ESC-10 and ESC-11) controlled *Penicillium digitatum* (green mold) of lemon by producing an antibiotic syringomycin E. However, the production of syringomycin E was never detected on the fruit/vegetables, casting doubt on the role of the antibiosis in controlling of the postharvest diseases and suggesting the operation of an alternative mechanism independent of syringomycin biosynthesis \[[@B127-plants-08-00097]\]. During Arabidopsis root colonization, *B. subtilis* (strain 6051) forms a stable and extensive biofilm and secretes surfactin component to protect plants against *Pseudomonas syringae* \[[@B128-plants-08-00097]\]. Asaka and Shoda \[[@B129-plants-08-00097]\] found that the surfactin and iturin A produced by *B. subtilis* (strain RB14) plays a pivotal role in the suppression of diseases caused by *Rhizoctonia solani* in tomato. Bacilopeptins, belonging to iturin-group antifungal antibiotics produced by *B. subtilis* (strain FR-2) isolated from rhizosphere of garlic plant infected by *Fusarium oxysporum* \[[@B130-plants-08-00097]\]. In addition, Yánez-Mendizábal et al. \[[@B131-plants-08-00097]\] demonstrated the ability of *B. subtilis* (strain CPA-8) in suppression of brown rot disease caused by *Monilinia* spp. in peaches governed by fengycin-like LPs. Likewise, CPA-8 also showed antifungal efficiency against other postharvest pathogens such as *M. laxa*, *Penicillium digitatum*, *P. italicum*, *Botrytis cinerea*, *M. fructicola*, and *P. expansum* \[[@B131-plants-08-00097]\]. A number of studies demonstrated that efficiency of *B. subtilis* in biocontrol of postharvest diseases is mainly attributable to the production of iturin, surfactin, and gramicidin \[[@B98-plants-08-00097],[@B110-plants-08-00097],[@B131-plants-08-00097]\]. Although large arrays of data indicate that antibiosis is an effective mechanism in controlling postharvest pathogens, some researchers have suggested that emphasis should be placed on the development of non-antibiotic producing microbial antagonists for the control of postharvest diseases as well \[[@B71-plants-08-00097],[@B132-plants-08-00097]\]. However, it is obvious that LPs produced by different strains of bacteria play direct roles in the development of a host's resistance to pathogens. Application of bacterial strains (especially endophytic) producing LPs have an advantage compared to the synthetic analogs due to their biodegradable nature, broad range of pH/temperature stability, and environmental safety, making this technology ideal for development in industrial areas including agriculture and food production \[[@B133-plants-08-00097]\].

Biosynthesis of antimicrobial compounds may be indirectly stimulated by siderophores---low molecular weight peptides that possess a high affinity for Fe ions. Antimicrobial compounds are released by various microorganisms to dissolve and assimilate Fe^3+^ that is inaccessible to biological systems \[[@B13-plants-08-00097]\]. Bacterial siderophores are classified into four groups: carboxylates, hydroxamates, phenolcatechelates, and pyoverdins. Competition for Fe^3+^ between PGPB and pathogenic microorganisms has been addressed as a main strategy for their function \[[@B88-plants-08-00097]\]. Pseudobacin is the most studied siderophore produced by *Pseudomonads* and possesses a strong antifungal effect. It was shown that pseudobacin produced by *P. putida* (strain WCS358), suppressed the development of *Ralstonia solanacearum* in eucalyptus, *Erwinia carotovora* in tobacco, and *Botrytis cinerea* in tomato \[[@B134-plants-08-00097]\]. Systemic resistance in plants will not emerge if bacteria lose the ability to synthesize the pseudobacin compounds \[[@B79-plants-08-00097]\]. Antibiotics and siderophores may additionally function as stress factors or signal inducing local and systemic resistance of host plant organism.

3.3. Synthesis of Hydrolytic Enzymes {#sec3dot3-plants-08-00097}
------------------------------------

Alternative possible mechanisms of antagonistic function of *Bacillus* bacteria can be attributed to the synthesis of extracellular hydrolases such as chitinases and β1,3-glucanases capable of destroying the structural polysaccharides of the fungal cell wall (chitin and glucans) and lysing the hyphae of fungi \[[@B85-plants-08-00097],[@B98-plants-08-00097],[@B131-plants-08-00097],[@B132-plants-08-00097],[@B133-plants-08-00097],[@B134-plants-08-00097],[@B135-plants-08-00097],[@B136-plants-08-00097],[@B137-plants-08-00097]\]. For a number of bacteria, a correlation between antagonistic activity to various pathogenic fungi and the synthesis of cellulases, mannanases, xylanases, proteases, and lipases has also been established \[[@B13-plants-08-00097],[@B138-plants-08-00097]\]. A research on the complex of mycolytic enzymes of *B. subtilis* 739 showed that chitinase, chitosanase, β-1,3-glucanases, and proteases showed the most contribution to lysis of the native mycelium of various species of phytopathogenic fungi *Alternaria alternata*, *Bipolaris sorokiniana*, *Fusarium culmorum*, and *Rhizoctonia solani* \[[@B138-plants-08-00097]\]. Chitinolytic activity is often considered to be one of the most important criteria determining the antagonistic properties of bacteria. However, the question of the antifungal function of many bacterial chitinases remains controversial due to conflicting data associated with both the variety of bacterial strains that produce them and the structure of chitin of the cell walls of fungi that they affect \[[@B138-plants-08-00097]\]. In addition, when chitin is degraded by chitinases, chitooligosaccharides are initially formed, which effectively trigger pathogen-associated molecular patterns of ISR in plant organisms. The mechanism of their protective action includes activation of protective protein genes, including plant chitinases \[[@B139-plants-08-00097]\], enhancement of ROS generation, mainly H~2~O~2~, which in turn can also perform a signaling function by activating the genes regulating certain transcription factors or by interacting with other signaling components \[[@B140-plants-08-00097],[@B141-plants-08-00097]\]. Notably, PGPB can induce the production of ROS in plant organisms, including H~2~O~2~ \[[@B142-plants-08-00097]\], which can be due to the induction of the systemic stability elements and biosynthesis of the oxidoreductases, i.e., oxalate oxidases by the bacteria \[[@B143-plants-08-00097],[@B144-plants-08-00097]\].

The lytic enzymes synthesized by antagonistic *B. subtilis* NSRS 89-24 have proved to be very active in degrading the fungal cell walls of rice blast and sheath blight pathogens \[[@B20-plants-08-00097]\]. Swain et al. \[[@B145-plants-08-00097]\] investigated the interaction between *B. subtilis* and postharvest pathogen *F. oxysporum* of yam (*Dioscorea* spp.) tubers by scanning electron microscopy. Their results indicated that fungal cell wall lysis by *B. subtilis* was due to extracellular chitinase production \[[@B145-plants-08-00097]\]. It has been revealed that the strains of *B. subtilis* APEC170 and *Paenibacillus polymyxa* APEC136 diminish the symptoms of anthracnose caused by *Colletotrichum gloeosporioides* and *C. acutatum*, and white rot caused by *Botryosphaeria dothidea* in harvested apples by inhibition of mycelial growth of these pathogens. This can be attributed to the increased production of chitinase, amylase, and protease by the APEC170 strain, as well as elevated levels of amylase and protease in the APEC136 strain \[[@B36-plants-08-00097]\]. Kilani-Feki et al. \[[@B42-plants-08-00097]\] reported that chitosanases and proteases produced by *B. subtilis* V26 enhance harvested tomato resistance (up to 79%) to diseases caused by *Botrytis cinerea* during storage. Similarly, biocontrol efficiency of *B. subtilis* is mainly attributed to the production of antifungal compounds, including chitinases and glucanases \[[@B98-plants-08-00097],[@B100-plants-08-00097],[@B131-plants-08-00097]\]. Janisiewicz and Korsten \[[@B146-plants-08-00097]\] also reported that lytic enzymes produced by *Bacillus* spp. play a pivotal role in their biocontrol activity against *B. dothidea* that cause diseases in harvested fruit.

3.4. Induction of Systemic Resistance in Host Plant Organisms {#sec3dot4-plants-08-00097}
-------------------------------------------------------------

*Bacillus* spp. suppress the development of different diseases in harvested fruits/vegetables not only directly through the synthesis of metabolites with fungicidal activity, but also indirectly, through the launch of multiple defense response mechanisms ([Figure 1](#plants-08-00097-f001){ref-type="fig"}). These indirect mechanisms are linked to the formation of ISR and SAR (in whole host plant organisms) \[[@B147-plants-08-00097]\] and regulated by phytohormones such as SA, ABA, JA, ethylene \[[@B24-plants-08-00097],[@B148-plants-08-00097]\], as well as CLPs \[[@B79-plants-08-00097]\]. To date, induction of auxins, cytokinins, gibberellins, ABA, JA, and SA has been detected in various bacteria \[[@B149-plants-08-00097],[@B150-plants-08-00097],[@B151-plants-08-00097],[@B152-plants-08-00097]\]. The ability of PGPB to synthesize ABA, especially under stressful conditions, and to influence its level in plants was found in many strains of bacteria including the genera *Bacillus*, *Azospirillum*, *Pseudomonas*, *Brevibacterium*, and *Lysinibacillus* \[[@B149-plants-08-00097],[@B153-plants-08-00097]\]. For example, inoculation of maize plants with ABA-producing *Azospirillum lipoferum* (strain USA59b) induced accumulation of ABA in plants and stimulated their growth under drought stress \[[@B154-plants-08-00097]\]. Using the "binary" system of ABA-deficient mutants of tomatoes *flacca* and *sitiens* and the rhizosphere bacterium *Bacillus megaterium* synthesizing ABA, it has been revealed that maintaining the normal level of ABA in tomato plants is extremely necessary for the growth of the host in both normal and stress conditions \[[@B80-plants-08-00097]\]. Different studies reported that phytopathogenic bacteria not only synthesize, but catabolize hormones and their precursors in plants \[[@B149-plants-08-00097]\]. Recently, bacterial strains have been isolated from the rhizosphere of rice with the capacity to dispose ABA with growth promotion in tomato plants through an ABA-dependent mechanism. Thus, under the influence of PGPB, an endogenous hormonal balance shift can occur in plants. It should be noted that the ability to produce phytohormones is found in both beneficial bacteria and pathogens \[[@B144-plants-08-00097]\]. In pathogens phytohormones are used for suppression of host defense systems while PGPB optimizes the hormonal balance of plants \[[@B144-plants-08-00097]\]. In addition, phytohormones produced by PGPB can, along with other compounds, launch certain mechanisms involved in protecting hosts against pathogens \[[@B13-plants-08-00097]\].

Some strains of *Bacillus* spp. produce low molecular weight VOCs (usually with a molecular weight of less than 300 kD), capable of easily propagating over long distances through diffusion in the air and pores in the soil. It has been established that exposure to VOCs can lead to a tissue-specific redistribution of endogenous auxins \[[@B155-plants-08-00097]\] and decrease in the ABA content in Arabidopsis \[[@B156-plants-08-00097]\]. In addition, these compounds are able to trigger ISR against pathogens and a number of abiotic stress factors \[[@B157-plants-08-00097]\]. *B. subtilis* UMAF6639 triggered in melon resistance to powdery mildew by activating JA- and SA-dependent protective reactions \[[@B158-plants-08-00097]\]. Some other bacteria are also able to induce defense responses in postharvest fruit by exploiting SA as a signaling molecule \[[@B159-plants-08-00097]\].

Almost all postharvest technologies manipulate the metabolism of the harvested product by inhibiting respiration rate of the product and the ethylene function as the key regulator of the ripening and senescence of fresh fruit and vegetables. Overproduction of ethylene leads to accelerated senescence and reduced shelf-life during postharvest storage \[[@B160-plants-08-00097],[@B161-plants-08-00097]\]. To date, numerous findings have reported that PGPBs with capacity to produce the ACC-deaminase enzyme play a major role in modulating of ethylene levels in plants, thereby preventing harmful stress responses and promoting plant disease tolerance \[[@B13-plants-08-00097],[@B162-plants-08-00097],[@B163-plants-08-00097]\]. It was demonstrated in plants inoculated with ACC-deaminase-producing bacteria that ethylene production was significantly down-regulated, which ultimately prevented inhibition of plant growth induced by different stress factors (e.g., flooding/anoxia, drought, salinity, heavy metals, organic contaminants, the presence of fungal and bacterial pathogens, and nematodes). Since it is known that quick ripening is caused by ethylene, application of ACC-deaminase-producing bacteria during storage resulted in reduced ethylene levels in stored fruits/vegetables, which extended their aging process and in turn, their shelf life.

Different studies have suggested that the production of antifungal compounds by microbial antagonists in host cells also contributes to the induction of defense mechanisms and biologically control harvested fruit/vegetable diseases. *B. subtilis*, by producing iturin and fungicin, induces the expression of phenylpropanoid metabolism genes in plants, thereby triggering the mechanisms of ISR \[[@B103-plants-08-00097]\]. These data suggest that the pathway of SAR associated with ROS generation and triggered by SA, may also be involved in induction mechanisms of the protective system mediated by LPs. The strain *B. subtilis* 168 producing surfactin and fengycin enhanced the resistance of tomato and bean plants to *B. cinerea* by activating the enzymes of the lipoxygenase pathway \[[@B92-plants-08-00097]\], which drives synthesis of JA---an important molecule regulating ISR. Surfactin induced ISR in bean, melon, tomato, tobacco, and grapes, whereas fengycin induced protective responses in potatoes, tomatoes, and tobacco \[[@B164-plants-08-00097]\]. The *B. amyloliquefaciens* strain producing surfactin induced ISR in *Brassica napus* against *Botrytis cinerea* \[[@B165-plants-08-00097]\], as well as *Bacillus amyloliquefaciens* FZB42 induced ISR in lettuce against *Rhizoctonia solani*, by the JA/ethylene-dependent signaling protective pathway through induction of PDF 1.2 gene expression \[[@B166-plants-08-00097]\]. It has been found that mycosubtilin triggers protective reactions in grape plants \[[@B164-plants-08-00097]\]. However, recombinant strains of *B. amyloliquefaciens* FZB42 deficient in the synthesis of surfactin (CH1), as well as in the synthesis of surfactin, fengycin, and bacillomycin D (CH5) lost the ability to increase the resistance of lettuce to Rhizoctonia \[[@B166-plants-08-00097]\]. It has been shown that *B. subtilis* strain BBG111 induces ISR in *R. solani* in the rhizosphere of rice due to the secretion of fengycin and surfactin, thereby causing a hypersensitive reaction and cell death. The immune responses develop over the JA/ethylene-, ABA- and auxin-dependent defense signaling pathways, which block the growth and development of the pathogen in the early stages of pathogenesis \[[@B167-plants-08-00097]\]. Future research should provide additional insight into the subtle mechanisms by which LPs interact with plant cells. By using genomic shuffling, Zhang and co-workers \[[@B168-plants-08-00097]\] generated a *B. amyloliquefaciens* strain (FMB72) synthesizing 8.3 times more fengycin than the original strain of *B. amyloliquefaciens* ES-2-4 isolated from *Scutellaria baicalensis* Georgi. This strain possessed high biocidal activity against pathogens. Evidence from numerous studies indicate that *Bacillus* spp. elicit defense mechanisms in harvested fruits/vegetables and control of the postharvest decay through the accumulation of phytoalexins (scoparone and scopoletin) \[[@B169-plants-08-00097],[@B170-plants-08-00097]\]. Complementary studies demonstrate that the application of the microbial product based on the *B. subtilis* (strain Ch-13) generate twice the protective response in potato tubers and increase the activity of peroxidase, ascorbic acid content, and the formation of phytoalexins in tubers during storage at 18 °C \[[@B55-plants-08-00097]\].

The ISR caused by endophytic bacteria is preserved in plants for a long time and effectively works against pathogens under storage conditions \[[@B59-plants-08-00097]\]. It manifests in early cascade and rapid accumulation of ROS, including H~2~O~2~, after the onset of infection, and corresponds with the up-regulation of redox-sensitive transcription factors and PR genes. Thus, *Pseudomonas putida* LSW17S induced a rapid accumulation of transcription PR genes and production of H~2~O~2~ in tomato plants infected by *P. syringae* pv. tomato DC3000, which inhibited pathogen development \[[@B171-plants-08-00097]\]. The reduced development of the fungus *Rhizopus stolonifer* on peach fruit treated with *B. cereus* AR156 and *B. subtilis* SM21 was associated with the generation of H~2~O~2~, and overexpression of chitinase genes, β1,3-glucanase, and phenylalanine--ammonium--lyase and the activity of their protein products \[[@B53-plants-08-00097]\]. *B. subtilis* BSCBE4 and *P. chlororaphis* PA23 activated peroxidases and polyphenol oxidases catalyzing the final lignin biosynthesis reactions in pepper seedlings infected with *Pythium aphanidermatum* \[[@B172-plants-08-00097]\]. *B. subtilis* (strain Bs16), *Trichoderma viride* (strains Tv1 and Tv13), *Pseudomonas fluorescens* (strains Pf1 and Py15) activate production of peroxidase, polyphenol oxidase, phenylalanine--ammonia--lyase and protect host plant tissues against various pathogens \[[@B173-plants-08-00097]\]. During development of ISR induced by endophytic bacteria, generation of ROS in plants can play a critical role in the formation of the priming effect. The priming phenomenon in the host genome under the influence of bacterial agents causes hypersensitivity to the effects of foreign substances, is characterized by faster and stronger activation of cellular mechanisms of plant protection under pathogens or insect invasion, and can last for a rather long time. This will lead to an increase of plant resistance. It is suggested that such priming in response to bacterial infection is associated with a change in the status of DNA methylation in the plant genome \[[@B174-plants-08-00097]\]. Nevertheless, despite the number of findings of the different *Bacillus*-induced defense responses in harvested fruit/vegetables against pathogens, the undelaying protective mechanisms still remain unclear and require more investigation.

4. Methods of Application {#sec4-plants-08-00097}
=========================

The effectiveness of potential microbial antagonists in suppressing pathogens in harvested fruits/vegetables depends on both characteristics of selected strain and application method. In general, microbial agents can be applied using pre- or post-harvest strategies ([Figure 2](#plants-08-00097-f002){ref-type="fig"}).

4.1. Preharvest Application {#sec4dot1-plants-08-00097}
---------------------------

Pathogens often infect fruit/vegetables in the field and live in plant tissues during vegetation season without causing any symptoms; however, these "hidden" infections may begin to develop during storage and become the major decay factor leading to significant food losses \[[@B175-plants-08-00097]\]. Previous research suggests that the application of microbial inoculants, particularly *B. subtilis*, reduces stress induced defects and positively affects crop yield during storage \[[@B16-plants-08-00097],[@B78-plants-08-00097]\]. It has been shown that pre-sowing treatment of potato (*Solanum tuberosum* L.) tubers with endophytic *B. subtilis* strains 10-4 and 26D, positively affects plant growth, development, and yield of potato in the field, results in decreased infestation of tubers by pathogenic micromycetes *Aspergillus*, *Pennicillium*, and *Alternaria* and completely suppresses the development of *Cladosporium*, *Fusarium*, and *Mucor*, compared to non-inoculated control tubers both after harvesting and during storage \[[@B60-plants-08-00097]\]. This implies that preharvest application(s) of microbial agents are often effective in controlling postharvest diseases of fruits/vegetables \[[@B72-plants-08-00097],[@B176-plants-08-00097],[@B177-plants-08-00097],[@B178-plants-08-00097]\]. Preharvest application of *B. subtilis* under field conditions results in colonization of the apple fruit surface by the microbial antagonist, which effectively controls the postharvest pathogens *Penicillium expansum* and *Botrytis cinerea* of apples \[[@B179-plants-08-00097]\]. In some cases infection occurs shortly before harvesting. The symptoms of these infections may not be apparent during harvest and become visible in the postharvest period especially when the proper conditions are available for pathogen development. It has been reported that late-developing infections are often caused by pathogens such as *B. cinerea*, *Monilinia fructicola*, *Sclerotium rolfsii*, and *Geotrichum candidum* \[[@B175-plants-08-00097],[@B180-plants-08-00097]\]. According to Ippolito and Nigro \[[@B176-plants-08-00097]\] application of antagonistic microorganisms immediately before harvest contributes to the colonization of the fruit surfaces and protects them from pathogens during storage. Although this approach has been successful in certain cases, it has generally not become commercially viable because of the poor survival rate of microbial antagonists under field conditions. Nevertheless, there is evidence for the effectiveness of *Bacillus* spp. in the bio-control of postharvest avocado diseases, by use of the bacteria during vegetation, and in the pre-vegetation period before the laying of fruit for storage \[[@B54-plants-08-00097],[@B181-plants-08-00097]\].

4.2. Postharvest Application {#sec4dot2-plants-08-00097}
----------------------------

Postharvest application of microbial antagonists has been introduced as a proper and practical method for control of harvested fruit and vegetables disease. According to this method, preparations containing microbial antagonists can be applied as postharvest sprays or as solutions in harvested fruit/vegetables ([Figure 2](#plants-08-00097-f002){ref-type="fig"}) \[[@B178-plants-08-00097],[@B182-plants-08-00097]\].

However, the application of one individual microbial antagonist cannot completely prevent all postharvest fruits/vegetables decay during storage. It is difficult to select an individual effective microbial strain with a broad spectrum of activity against wide range of pathogens \[[@B74-plants-08-00097],[@B132-plants-08-00097],[@B182-plants-08-00097],[@B183-plants-08-00097]\]. Some manufacturers use mixtures of bacterial strains to enhance the protective properties of biological preparations. For example, ''Companion'' (Growth Products Ltd., USA) is formulated from a mix of *Bacillus* spp. (*B. subtilis* GB03, *B. lichenoformis*, and *B. megaterium*) and ''Bactril'' (Biopharmatec, Russia) contains *B. nigrum* 132, *B. subtilis* MBI600, and *Bradyrhizobium japonicum* \[[@B57-plants-08-00097]\]. *Bacillus* spp. also can be considered one element, applied alongside other biological and physical methods, as part of an integrated vision of disease management. For example, mixtures of diverse antagonistic microorganisms with a broad spectrum of microbial activity and combination of different bio-controlling traits, leads to the control of two or more post-harvest diseases when applied under different environmental conditions \[[@B137-plants-08-00097]\]. The effectiveness of microbial antagonists in controlling postharvest decay on fruits/vegetables also can be enhanced by the addition of enhancer effectors, such as calcium chloride, calcium propionate, sodium bicarbonate, ammonium molybdate, sodium carbonate, potassium metabisulphite, SA, etc. Likewise, microbial antagonists can be combined with wax agents in post and preharvest periods \[[@B183-plants-08-00097],[@B184-plants-08-00097]\]. Integration of microbial antagonists with physical methods, such as curing or heat treatments, could enhance the bio-efficacy of microbial agents as well \[[@B74-plants-08-00097],[@B137-plants-08-00097]\]. Given the huge body of available knowledge about the mechanisms underlying the protective function of microbial antagonists (i.e., *Bacillus* spp.), biologically active compounds, and induced resistance, the introduction of more effective formulations, application methods and combinations with additional approaches for additive and/or synergistic effects, will not be unlikely \[[@B183-plants-08-00097]\].

5. Development and Commercialization of *Bacillus*-Based Postharvest Biocontrol Products {#sec5-plants-08-00097}
========================================================================================

The first microorganism patented as a postharvest bio-controlling agent effective against brown rot of stone fruits was *B. subtilis* strain B-3 (USA) \[[@B45-plants-08-00097]\]. A pilot experiment using *B. subtilis* B-3 under commercial conditions for postharvest control of peach brown rot caused by *Monilinia fructicola* was conducted by Pusey et al. \[[@B184-plants-08-00097]\], where the biological agent was effectively incorporated into wax commonly used in three different sites: packing lines in Byron (Georgia), Clemson (South Carolina), and a commercial packing house in Musella (Georgia). In packing line tests, the number of colony forming units of the bacterium *B. subtilis* added to each fruit was between 2 × 10^7^ and 7 × 10^7^ for B-3 from flask cultures, and 2 × 10^9^ for B-3 from the fermenter culture. In a test at Byron, *B. subtilis* B-3 cultures, applied fresh or as a stored paste/powder, were equally effective as the chemical fungicide benomyl in control of brown rot. In a similar test at Clemson, stored forms of B-3 from both flask and fermenter cultures were as effective as benomyl \[[@B184-plants-08-00097]\]. In recent years, significant attention has been placed on postharvest bio-controlling agents formulated from antagonistic microorganisms, including *Bacillus* spp. To date, several commercial microbial antagonists of the *Bacillus* genus, particularly *B. subtilis*, have been reported to control postharvest diseases in fruits/vegetables under laboratory and field conditions ([Table 2](#plants-08-00097-t002){ref-type="table"}). For example, a new biofungicide based on the *B. subtilis* strain QST 713, registered in the USA (Serenade, AgraQuest), has been formulated to control fungi of the *Fusarium*, *Pythium*, and *Phytophthora* genera on fruit and vegetables during storage \[[@B185-plants-08-00097]\]. Biocontrol agents containing *B. subtilis* strains FZB24 and QST713 (Serenade and Rhio-plus) have already been commercially applied to control brown rot, powdery mildew, root rots, fire blight, and late blight on fruit/vegetables \[[@B137-plants-08-00097],[@B186-plants-08-00097]\]. It has been shown that the commercial product based on *B. subtilis* strain QST 713 (Rhapsody) significantly reduced the development of postharvest rot in tomato \[[@B66-plants-08-00097]\].

Different research carried out under laboratory conditions demonstrated that *Bacillus* spp. strains have a notable potential for being developed into a postharvest bio-controlling agent, which can be applied to different fruits/vegetables against a wide range of pathogens ([Table 1](#plants-08-00097-t001){ref-type="table"}). For example, *Bacillus* spp. C06 suppresses *Monilinia fructicola* (brown rot) incidence by 92% and reduced lesion diameter by 88% \[[@B67-plants-08-00097]\]. *Bacillus* spp. T03-c reduced incidence and lesion diameter by 40% and 62%, respectively. Treatments with strains of MA-4, T03-c, and C06 significantly controlled brown rot by 91%, 100%, and 100%, respectively \[[@B67-plants-08-00097]\]. Two bio-control products based on *B. amyloliquefaciens* CPA8 have been developed as effective agents to control postharvest brown rot diseases in stone fruits. Gotor-Vila et al. \[[@B69-plants-08-00097]\] demonstrated that these products reduce the development of diseases caused by *Monilinia* spp. (more than 44.4%) in peaches, cherries, nectarines, plums, and apricots. However, one of the main factors restricting development and commercialization of postharvest bio-controlling products based on *Bacillus* spp. is the lack of knowledge about their multiple modes of actions in *Bacillus* spp.--hosts--pathogen interactions. Furthermore, success in the commercialization of prospective *Bacillus* spp. strains depends on the links between scientific organizations and industries as well. It follows that, even if microbial antagonists represent all the desirable characteristics, the commercial success requires economic and viable market demand.

6. Conclusions and Future Prospects {#sec6-plants-08-00097}
===================================

*Bacillus* spp. positively affect the postharvest physiology of fruits/vegetables by enhancing their resistance against different postharvest pathogens resulting in a prolonged storage period and extended "marketing" life, and preserving freshness and nutritional quality. *Bacillus* strains (especially endophytic) may be developed as effective bio-control agents to decrease postharvest decay of fruits/vegetables. Developing these microbial antagonists as commercial agents for postharvest biological control is a strong prospect. Despite *Bacillus* spp. having a clear advantage as an eco-friendly strategy for preventing food losses during storage, the knowledge about the mode of action on postharvest physiology and preservation under pathogenic infection is limited and requires detailed investigation Therefore, understanding the mechanism/s of function for these bacteria will play an important role in the promotion of *Bacillus*-based products to support green technology in the agricultural and food industries.
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![The main mechanisms of *Bacillus* action against pathogenic infections and their interaction in harvested fruits/vegetables during storage. AA---ascorbic acid, ABA---abscisic acid, ACC-*d*---1-aminocyclopropane-1-carboxylate deaminase, Ant---antibiotics, AO---antioxidants, Ch---chitinases, CK---cytokinins, Et---ethylene, GB---gibberellins, Gl---glucanases, HC---hydrogen cyanide, IAA---indole-3-acetic acid, ISR---induced systemic resistance, JA---jasmonic acid, Lip---lipases, PA---peroxidase, Pr---proteases, Phs---phytoalexins, ROS---reactive oxygen species, SA---salicylic acid, SAR---systemic acquired resistance, Sid---siderophores.](plants-08-00097-g001){#plants-08-00097-f001}

![Scheme of *Bacillus* strains application strategies for diseases management of harvested fruits/vegetables during storage.](plants-08-00097-g002){#plants-08-00097-f002}
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###### 

Examples of successful *Bacillus* spp. application for control of postharvest diseases of fruits/vegetables.

  --------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------
  Bacterial Inoculant                                                                                             Disease/Pathogen                                                                                 Fruits/\                     Reference(s)
                                                                                                                                                                                                                   Vegetables                   
  --------------------------------------------------------------------------------------------------------------- ------------------------------------------------------------------------------------------------ ---------------------------- ----------------------------
  *B. subtilis*                                                                                                   Brown rot (*Lasiodiplodia theobromae*)                                                           Apricot                      \[[@B45-plants-08-00097]\]

  Stem and rot (*Botryodiplodia theobromae Pat*.)                                                                 Avocado                                                                                          \[[@B64-plants-08-00097]\]   

  Botrytis rot (*Botrytis cinerea*)                                                                               Cherry                                                                                           \[[@B52-plants-08-00097]\]   

  Green mold (*Penicillium digitatum*)                                                                            Citrus                                                                                           \[[@B37-plants-08-00097]\]   

  Sour rot (*Geotrichum candidum Link*)                                                                           Citrus                                                                                           \[[@B37-plants-08-00097]\]   

  Stem and rot (*Botryodiplodia theobromae, Phomopsis citri H.S. Fawc*., *Alternaria citri Ell.*, and *Pierce*)   Citrus                                                                                           \[[@B37-plants-08-00097]\]   

  Alternaria rot (*A. alternata (Fr.) Keissler*)                                                                  Litchi                                                                                           \[[@B33-plants-08-00097]\]   

  Brown rot (*Lasiodiplodia theobromae*)                                                                          Nectarine                                                                                        \[[@B45-plants-08-00097]\]   

  Brown rot (*L. theobromae*)                                                                                     Peach                                                                                            \[[@B45-plants-08-00097]\]   

  Brown rot (*L. theobromae*)                                                                                     Plum                                                                                             \[[@B45-plants-08-00097]\]   

  Fungal rot (*Aspergillus niger*, *Botryodiploidia theobromae*, *Penicillium oxalicum*)                          Yam                                                                                              \[[@B50-plants-08-00097]\]   

  Gray mold (*Botrytis cinerea*)                                                                                  Strawberry                                                                                       \[[@B40-plants-08-00097]\]   

  Alternaria rot (*Alternaria alternata*)                                                                         Muskmelon                                                                                        \[[@B65-plants-08-00097]\]   

  *A. alternata*                                                                                                  Melon                                                                                            \[[@B34-plants-08-00097]\]   

  *Aspergillus*, *Pennicillium*, *Alternaria*, *Cladosporium*, *Fusarium*, *Mucor*                                Potato                                                                                           \[[@B60-plants-08-00097]\]   

  *Colletotrichum acutatum*                                                                                       Apple                                                                                            \[[@B35-plants-08-00097]\]   

  *Botrytis cinerea*                                                                                              Apple                                                                                            \[[@B39-plants-08-00097]\]   

  *Botryosphaeria dothidea*, *Diaporthe actinidiae*, *Botrytis cinerea*                                           Kiwifruit                                                                                        \[[@B35-plants-08-00097]\]   

  Anthracnose (*Colletotrichum gloeosporioides*, *C. acutatum*), white rot (*B. dothidea*)                        Apple                                                                                            \[[@B36-plants-08-00097]\]   

  Ring rot (*B. dothidea*)                                                                                        Apple                                                                                            \[[@B49-plants-08-00097]\]   

  Rot (*Penicillium* sp., *Rhizopus stolonifer*)                                                                  Tomato                                                                                           \[[@B66-plants-08-00097]\]   

  Grey mold (*Botrytis cinerea)*                                                                                  Tomato                                                                                           \[[@B42-plants-08-00097]\]   

  Brown rot (*Monilinia fructicola*)                                                                              Peach                                                                                            \[[@B67-plants-08-00097]\]   

  Brown rot (*Monilinia* spp.)                                                                                    Peach                                                                                            \[[@B68-plants-08-00097]\]   

  Rot (*Rhizopus*)                                                                                                Peach                                                                                            \[[@B53-plants-08-00097]\]   

  Green mold (*Penicillium digitatum*)                                                                            Citrus                                                                                           \[[@B46-plants-08-00097]\]   

  *B. amyloliquefaciens*                                                                                          Brown rot (*Monilinia* spp.)                                                                     Peaches                      \[[@B69-plants-08-00097]\]

  Nectarines                                                                                                                                                                                                                                    

  Flat peaches                                                                                                                                                                                                                                  

  Cherries                                                                                                                                                                                                                                      

  Apricots                                                                                                                                                                                                                                      

  Plums                                                                                                                                                                                                                                         

  *B. licheniformis (Weigmann) Verhoeven*                                                                         Anthracnose (*Colletotrichum gloeosporioides*) and stem end rot (*Dothiorella gregaria* Sacc.)   Mango                        \[[@B70-plants-08-00097]\]

  *B. licheniformis*                                                                                              Grey mold (*Botrytis mali*)                                                                      Apple                        \[[@B47-plants-08-00097]\]

  *B. pumilus*                                                                                                    Gray mold (*B. cinerea*)                                                                         Pear                         \[[@B38-plants-08-00097]\]
  --------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------

plants-08-00097-t002_Table 2

###### 

Biocontrol products based on *Bacillus* spp. developed and commercialized to control postharvest diseases of fruits/vegetables.

  Product                                               Microbial Agent         Fruits/Vegetables                             Target Disease(s)                                         Manufacturer/Distributor
  ----------------------------------------------------- ----------------------- --------------------------------------------- --------------------------------------------------------- ---------------------------
  Rhio-plus                                             *B. subtilis* FZB 24    Potatoes and other vegetables                 Powdery mildew and root rots                              KFZB Biotechnick, Germany
  Serenade                                              *B. subtilis QST713*    Apple, pear, grapes, tomato, potato           Powdery mildew, late blight, brown rot, and fire blight   AgraQuest. Inc., USA
  Phytosporin-M Golden Authum, AntiGnil Phytosporin M   *B. subtilis 26D*       Carrot, tomato, cabbage, sugar beet, potato   Rots, mold                                                Bashinkom, Russia
  Rhapsody^®^                                           *B. subtilis* QST 713   Tomato                                        Rots                                                      Bayer, Canada
